Background: miRNA 106b~25 cluster were demonstrated to be an oncogene. In previous study, we had analyzed the diagnostic significance of miRNA 106b~25 based on its carcinogenesis effect. The significance of miRNA 106b~25 for prognosis of gastric cancer were not researched.
In previous study, the miRNA 106b~25 cluster implement proliferative, anti-apoptotic, cell cycle-promoting proficiency in cell experiments and tumorigenicity in vivo [4, 22] . Petrocca's study suggests that cancer cells can alternate action mechanisms of miRNA 106b~25 to facilitating cells regeneration and relieving apoptosis [14] . miRNA 106b~25 over-expression increased apoptosis through regulation of the tumor suppressor genes [8] . Furthermore, suppression of miRNA 25, 93 and 106b results in facilitation of G1/S phase transition and decreasing cell cycle G0/G1 phase arrest [8] . Many studies demonstrated that the miRNA 93 also play an important role in enabling angiogenesis in caner [3] .
Gastric cancer is the fourth most common cancer and the second leading cause of cancer related death in the world wide [18] . It had demonstrated that miRNA 106b and miRNA 93 were upregulated in primary tumors and highly expressed in all gastric cancer cell lines [5, 10] . miRNA 106b~25 clusters may take part in tumorigenesis, progression of gastric cancer via negative regulate E2F1, TGF-β pathway [4, 9, 10, 14] . Tumor suppressing gene RB and PTEN and oncogene P21 and Bim [8] also were the direct targets of miRNA 106b~25. So, many studies suggested that the miRNA 106b~25 may be an intrinsic factor of gastric carcinogenesis. In large-scale analysis, the plasma concentrations of miRNA 106b were significantly higher in gastric cancer patients, and significantly decreased in pre-operative serum compared with postoperative serum [13] . In TCGA database, all these three miRNAs were significantly higher expressed in cancer when comparing with normal tissues (Additional file 1: Table S1 ).
In our vitro study, inhibiting miRNA 106b∼25 cluster via transfecting antisense RNA can influence proliferation, migration, and invasion, G0G1 phase arrest of gastric cancer cells [26] . In clinic, we found that three components of miRNA 106b~25 cluster expressed consistently at a high level both in tumor specimens and plasma, and associated with clinical pathological factors [27] . When comparing the diagnostic efficacy, plasma miRNA 106b was significantly higher diagnostic efficacy than CA724, CA242 and CA199 [2] , the diagnostic efficacies of miRNA 93 and miRNA 25 were significantly higher than CA199 [11] . However, the significance of miRNA 106b~25 for prognosis of gastric cancer were not researched. As well as in TCGA data base (Additional file 1: Table S1), the survival significance was not observed due to many studies lacking survival data. In this study, we examined 60 gastric patients' miRNA 106b~25 expression level in plasma and cancer tissues. Then analyzed the association between miRNA 106b~25 expression and clinicopathological features and overall survival of gastric cancer patients after 5-years following-up.
Methods

Patients
We collected 60 gastric cancer tissues samples from March to May in 2013 at Tianjin Medical University Cancer Institute and Hospital, each one paired with non-tumor gastric tissue(at least 5 cm away from the edge of tumor, and there was no tumor cell confirmed by a pathologist [25, 30] ) and perioperative peripheral blood sample from the same patient. Inclusive criteria were: (1) gastric cancer patients received radical resection for stomach tumor. (2) all histological diagnosis was confirmed as gastric adenocarcinoma. All clinical data were analyzed according to the 8th stomach cancer tumor-node-metastasis (TNM) staging classification of the Union of International Control Cancer (UICC) [28] . (3) all patients had not received chemotherapy or radiotherapy before collecting samples. (4) all patients had not chronic disease or infectious diseases or history of other malignancy.
Informed consent was taken from every subject, and the Human Research Ethics Committee of Tianjin Medical University approved all aspects of this study.
Samples
All tissues samples were preserved in liquid nitrogen after removal from human body. Blood samples were obtained immediately following diagnosis and prior to any oncological treatment. The peripheral blood (5 mL) samples were collected into ethylenediaminetetraacetic acid (EDTA) anticoagulative tubes immediately. After collection, the blood samples were subjected for isolation of cell-free nucleic acids by using a three-spin protocol (2000g for 30 min, 4000g for 5 min, 8000g for 5 min) to prevent contamination from cellular nucleic acids.
RNA extraction and detection of miRNAs
Total RNA of tissues was extracted by using Trizol (Invitrogen, USA); Plasma RNA was extracted by using acid phenol according to the manufacturer's instructions. Total RNA was quantified by microfluidics analysis (Gene Quant, Switzerland). The amounts of miRNAs were quantified in duplicate by quantitative reverse transcription polymerase chain reaction (RT-PCR) using the human TaqMan MicroRNA Assay Kits (Applied Biosystems, Foster City, CA, USA). After the reverse transcription reaction which was carried out with TaqMan MicroRNA Reverse Transcription Kit (Applied Biosystems), cDNA solution was amplified using TaqMan Universal PCR Master MixII with no Amp Erase UNG (Applied Biosystems). RT-PCR was run on 7500 Real Time PCR system (Applied Biosystems), and the cycle threshold (Ct) values were calculated with the SDS 1.4 software (Applied Biosystems). All reactions were performed in triplicate.
Through the 2 −ΔΔCt method, expressions of miRNAs by U6, while the expressions of miRNAs from tissues samples were normalized by miRNA 39 according to the manufacturer's instructions. The Ct was calculated by subtracting the Ct values of reference substance from the Ct values of the interesting miRNAs. Mean Ct and standard deviation values were calculated without outliers (i.e., replicates with Ct differing by more than one cycle from the median). The ΔΔCt was then calculated by subtracting ΔCt of the median of control samples from ΔCt of study group. Fold change was calculated by the equation 2 −ΔΔCt [24] . Then, we used division calculation to achieve the 2 −ΔΔCt multiple between gastric cancer tissues and one to one correspondence adjacent nontumorous tissues.
Statistical methods
Statistical analyses were performed using the SPSS software package (version 16.0; SPSS, Chicago, IL, USA). Two-tailed P-values of less than 0.05 were considered to statistically significant difference. Continuous variable was described by median and mean ± standard deviation ( x ± s ). Independent sample t test was used in comparison of continuous variables. The Chi squared and Fisher exact tests were applied in categorical variable for univariate analysis.
All clinical features were set as variable X to establish the matrix. Then SIMCA-P 13.0 (Umea, Sweden) was applied in matrix analysis. Principal component analysis (PCA) was used for profile analysis; meanwhile, partial least-squares discriminant analysis (PLS-DA) was used to confirm the significant variable for the categories.
Loading plot and Variable Importance for the Projection (VIP) was used to determine the significant important variable for the miRNA 106b~25 (VIP > 1.2) [7] .
Results
Expression of miRNA106b~25 in plasma and cancer tissues in gastric cancer
Figure 1a-c showed sequence diagram of the fold change of plasma miRNA 106b, miRNA 93 and miRNA 25, which set the fold change of "1" as cutting line. The median fold change of plasma miRNA 106b, miRNA 93 and miRNA 25 were 2.465, 2.305 and 2.145, respectively, the mean fold change of plasma miRNA 106b, miRNA 93 and miRNA 25 were 2.457 ± 0.856, 2.3512 ± 0.796, 2.162 ± 0.846 (Table 1) .
Then, we determined the levels of miRNA 106b, miRNA 25 and miRNA 93 relative to the paired normal tissues. Figure 1d -f showed sequence diagram of the fold change relative to adjacent non-tumorous tissues. The median fold change of tumor miRNA 106b, miRNA 93 and miRNA 25 were 2.430, 2.880, 2.165, respectively, which was significantly increased expression. The mean fold change of tumor miRNA 106b, miRNA 
The multivariate analysis of the correlation between miRNA106b~25 and clinicopathological features
Clinicopathological features and miRNA 106b~25 expressions were set as variable X to establish the matrix for PCA analysis. As shown in Fig. 2a , b of loading plot and score scatter, Principal component 1 (PC1) and PC2 explained 54.1% and 44.2% variation, the total of 99.3% variation were explained by these two-PCs. Loading plot shows how the X-variables vary in relation to each other, variables near each other are positively correlated, variables symmetric about the origin to each other are negatively correlated, the variables situated at 90 degrees from each other are almost uncorrelated in these 2 components. Thus, the plasma and tumor miRNA 106b~25 expression, T stage, N stage, TNM stage were correlated each other.
Clinicopathological features were set as variable X to establish the matrix for PLS-DA analysis. The explain rate of first two PCs, t1 and t2 was 43.4% and 54.4%, respectively. In PLS-DA analysis, X-variables with large w*'s (positive or negative) are highly correlated with miRNA 106b~25 expression (Y). These variables with large w*'s are situated far away from the origin (on the positive or negative side) on the plot (Fig. 3a, b) . Thus, T stage, N stage, TNM stage were correlated with plasma and tumor miRNA 106b~25 expression. We also identified that T stage, N stage, TNM stage were important factors to plasma and tumor miRNA 106b~25 expression via VIP(VIP value = 1.67482, VIP value = 1.31006, VIP value = 1.51526, Fig. 3c) .
Both PCA and PLS-DA score plot (Figs. 2c- Table 2 ). This result confirms the importance of the miRNAs 106b~25 expression carried with the progressed stage of gastric cancer.
Prognostic analysis
In the survival analysis, tumor size (P < 0.01), T stage (P = 0.015), N stage (P < 0.01), TNM stage (P < 0.01), plasma miRNA 106b (P < 0.001), plasma miRNA 93 (P = 0.004), plasma miRNA25 (P = 0.029), tumor miRNA 106b (P < 0.001), tumor miRNA 93 (P = 0.002), tumor miRNA25 (P = 0.002), was significantly correlated with OS (Fig. 4) . The survival rates based on clinicopathological features and miRNA 106b~25 were list in Table 3 . In Table 4 , we used COX regression to get adjusted hazard ratios for prognosis. 
Discussion
Increasing studies has showed that miRNA 106b~25 cluster plays oncogenic roles in malignant disease. miRNA 106b~25 has been reported to be up-regulated in several cancers, including esophageal squamous cell carcinoma [21] , breast cancer [19] , hepatocellular carcinoma [20] et al. The regulation targets of miRNA 106b~25 involving E2F1 and TGF-β, RB, TP53 [23] , PTEN [24] et al. All these targets play crucial role as an intrinsic factor of gastric carcinogenesis. In our previous studies, we had demonstrated expression of miRNA 106b, miRNA 93 and miRNA 25 were significantly higher in gastric cancer [26] , tumor tissues and plasma form gastric cancer patients [27] . In this study, we analyzed the significance of miRNA106b~25 on clinicopathological features and prognosis of gastric cancer patients via multivariate analysis. Multivariate analysis is able to perform trade studies across multiple dimensions whereas taking into account the effects of all variables on the responses of interest, as well as clinical and pathological features and miRNAs expression in this study, and in purpose of extract the important variable for the classification. PCA is a technique of data dimensionality reduction [29] . It contains a series of mathematical procedure which transforms a range of correlated variables into a (smaller) number of uncorrelated variables defined PCs, thus PCs is integrated to extract the main information of data sets. Scattered plots of PCA can show the biological alterations behind the data sets appropriately. The high coincidence of PCs and similarities in PC element could be achieved indifferent samples within similar pathological or pathophysiological status, so as to, these coincident constituents is in similar location in PCA scattered plots. In this study, scattered plots showed that the plasma and tumor miRNA 106b~25 expression, T stage, N stage, TNM stage were in similar location and correlated with each other.
PCA is a foundation for the algorithm of PLS-DA. PLS-DA is a partial least squares regression of binary variables, which can analyze the categories of a categorical variable (X) for predictor variables (Y). It is an coordination among the usual discriminant analysis and a discriminant analysis based on the significant PCs for the Y variables [12] . We used VIP and loading plots of PLS-DA analysis to identify the important X variables for the miRNA 106b~25s, it was showed that T stage, N stage, TNM stage were important factors to plasma and tumor miRNA 106b~25 expression.
In prognostic analyze, we used Kaplan-Meier analysis to prognostic univariate analysis. The Cox regression (or proportional hazards regression) is a statistical approach for investigating the effect of several variables upon the time a specified event takes to happen. In the context of an outcome such as death or disease progression this is known as Cox regression for survival analysis. The unique effect of a unit increase in a covariate is multiplicative with respect to the hazard rate. In this study, the cox regression showed that T stage, plasma miRNA 106b and tumor miRNA 93 significant risk factors for overall survival, the HR was 0.400, 0.371,0.295, respectively. 
Conclusion
Additional file
Additional file 1: Table S1 . The expression of miRNA 106b~25 in TCGA database.
